Peptic ulcer disease is an injury of the alimentary tract that leads to a mucosal defect reaching the submucosa. This study aimed to formulate and optimize omega-3 oil as a self-nanoemulsifying drug delivery system (SNEDDS) to achieve oil dispersion in the nano-range in the stomach to augment omega-3 oil gastric ulcer protection efficacy. Three SNEDDS components were selected as the design factors: the concentrations of the oil omega-3 (X1, 10-30%), the surfactant tween 20 and Kolliphor mixture (X2, 20-40%), and the cosurfactant transcutol (X3, 40-60%). The mixture experimental design proposed twenty-three formulations with varying omega-3 SNEDDS formulation component percentages. The optimized omega-3 SNEDDS formula was investigated for gastric ulcer protective effects by evaluating the ulcer index and by the determination of gastric mucosa oxidative stress parameters. Results revealed that optimized omega-3-SNEDDS achieved significant improvement in the gastric ulcer index in comparison with pure omega-3 oil. Histopathological findings confirmed the protective effect of the formulated optimized omega-3 SNEDDS in comparison with omega-3 oil. These findings suggest that formulation of omega-3 in the form of a SNEDDS would be more effective in gastric ulcer protection than the administration of omega-3 as a crude oil.
Introduction
Peptic ulcer disease (PUD) is best defined as a peptic injury of the alimentary tract that occurs in the stomach or the proximal duodenum, as a secondary to the damaging effects of pepsin, active free radicals, oxidants, leukotrienes, endothelins, and stomach acid secretion. This subsequently leads to a mucosal defect reaching the submucosa or muscularis propria [1, 2] . The estimated prevalence of PUD in the general population is approximately 4.1%, and 10% of people develop PUD during the course of a lifetime [3] . Though Helicobacter pylori and nonsteroidal anti-inflammatory drugs (NSAIDs) are process of several molecules. The aim of the study was the formulation of omega-3 oil as a SNEDDS in order to achieve oil dispersion in the nano-range in the stomach, to augment the gastric ulcer protection efficacy of omega-3 oil. The mixture experimental design was utilized to deduce the optimum formula. The optimized omega-3 SNEDDS formula was investigated for gastric ulcer protective effects by evaluating the ulcer index and determining the gastric mucosa oxidative stress parameters.
Materials and Methods
Omega-3 oil, Tween 20, Kolliphor ® RH 40, and transcutol were purchased from Sigma-Aldrich (St. Louis, MO, USA).
Formulation of Omega-3 SNEDDS
Omega-3 oil (oil), Tween 20 and Kolliphor ® RH 40 (1:1, w/w) mixture (surfactant), and transcutol (cosurfactant) were utilized as SNEDDS formula components. Omega-3 SNEDDS formulations were prepared as previously described [23] . Briefly, the SNEDDS was prepared by mixing formula components omega-3 oil, Tween 20, Kolliphor ® RH 40, and transcutol. Kolliphor RH 40 was previously known as Cremophor RH40, which changed to be Kolliphor since 2015 according to the manufacturer.
Optimization of Omega-3 SNEDDS
The development of the mixture experimental design for omega-3 SNEDDS formulation components was carried out using the Statgraphics plus, version 4 (Statgraphics Centurion XV version 15.2.05 software) (Statpoint Technologies, Inc.., Warrenton, VA, USA). The three SNEDDS components were selected as the design factors: the concentrations of the oil omega-3 (X1, 10-30%,), the surfactant tween 20 and Kolliphor mixture (X2, 20-40%), and the cosurfactant transcutol (X3, 40-60%). For all the proposed twenty-three formulations by the design, the concentrations of the three components (omega-3 oil, surfactant mixture, and cosurfactant) always totaled to 100%. The design response was omega-3 SNEDDS globule size (nm).
Omega-3 SNEDDS Globule Size Determination
Omega-3 SNEDDS globule size was determined by a dynamic light scattering technique utilizing a Nano-ZS particle size analyzer (Malvern Instrument, Worcestershire, UK), using 100 µL of each omega-3 SNEDDS, diluted with 10 mL of 0.1 N HCl, vortexed for 1 minute, then measured [24] .
Prediction and Preparation of Optimized Omega-3 SNEDDS Formulation
The data collected from the prepared 23 formulations proposed by the experimental design were statistically analyzed (ANOVA and multiple response optimization) using Statgraphics software. The proposed predicted optimum formulation obtained was prepared, evaluated, and compared to the predicted optimum formulation by the design for validation of the results.
In Vivo Evaluation of Optimized Omega-3 SNEDDS Formulation

Animals
Adult male Wistar rats (180-200 g) were obtained from King Fahd research center, King Abdulaziz University. The study protocol was approved by the Research Ethics Committee, Faculty of Pharmacy, King Abdulaziz University (approval reference no. PH-121-41, 9 October 2019), that ensured the care and use of animals according to the EU Directive 2010/63/EU on the protection of animals used for scientific purposes, and the Guiding Principle in Care and Use of Animals (DHEW publication NIH 80-23). Rats were allowed to acclimatize for 1 week before the experiment. One day prior to the induction of gastric ulcers, all rats were fasted in mesh-bottomed cages to minimize coprophagia, with free access to water. The rats were then divided into four groups (8 animals each): 1: control group: non-treated rats with no induction of ulcers; 2: indomethacin group: in which the rats received 50 mg/kg of indomethacin; 3: pure omega-3 group: in which the rats received pure omega-3 30 min before the injection of indomethacin; and finally 4: omega-3 SNEDDS formula group: in which the rats received omega-3 SNEDDS formula 30 min before injection of indomethacin. Gastric ulceration was induced by an intraperitoneal injection of indomethacin (50 mg/kg). Omega-3 oil was given at a dose of 400 mg/kg, and the omega-3 oil formula was given as an equivalent dose and was orally administered to the rats. Four hours later, all rats were sacrificed by decapitation. Their stomachs were removed and opened along the greater curvature. The stomachs were washed with ice-cold saline and scored for macroscopic gross mucosal lesions. Gastric mucosae were collected and stored at −80 • C until used for the estimation of oxidative stress parameters. Another set of stomachs from each group was immersed in 10% formalin for histopathological examination.
Assessment of Gastric Mucosal Lesions
Mucosal lesions in all animal groups (n = 8/group) were quantified according to a method previously described by Szabo and Hollander [25] . Briefly, images were captured for pinned stomachs and areas of mucosal damage were measured using ImageJ software, and then expressed as a percentage of the total surface area of the stomach. Thus, this method of assessment of ulcers depends on the quantitative measurement of ulcer area as a scoring system, and the data were considered continuous and analyzed using parametric tests. The mean ulcer score for each group was expressed as ulcer index (U.I.), and the percentage of inhibition (preventive index) against indomethacin-induced ulcers was determined using the expressions:
Determination of Gastric Mucosa Oxidative Stress Parameters
Gastric mucosal tissues were homogenized in ice-cold phosphate buffer saline as 10% (0.1 g/mL) using a polytron homogenizer, then centrifuged for 20 min at 4 • C. The supernatant was then aspirated and used for the determination of the following parameters:
Malondialdehyde (MDA), a measure of lipid peroxidation, was determined according to the method of Uchiyama and Mihara [26] . Nitric oxide (NO) was assayed calorimetrically using a Griess reagent [27] . Catalase activity was determined using a commercially available kit (Bio-diagnostic, Giza, Egypt), according to the method of Fossati and Prencipe [28] .
Statistical Analysis
The statistical analysis of the in vivo evaluation results were carried out utilizing IBM SPSS software, version 25 (SPSS Inc., Chicago, IL, USA). The comparison of means was performed using analysis of variance (ANOVA), followed by Tukey as a post-hoc test. The data are presented as the mean ± standard error of the mean (S.E.M). The differences were considered significant at p < 0.05.
Results and Discussion
Formulation and Optimization of Omega-3 SNEDDS Preparations
The aim of the study was to formulate omega-3 oil as a SNEDDS in order to achieve oil dispersion in the nano-range in the stomach. The nano-size oil globules maximize the efficacy of omega-3 oil in the management of peptic ulcers. Droplet size is the most influential factor in the bioavailability of the drug. A small droplet size offers a large surface area that promotes the solubilization and penetration of the epithelial layer. The size of emulsion droplets affects its target distribution thereby enhancing drug penetration into the membrane. To achieve this goal, an omega-3 SNEDDS was formulated with a tween 20 and Kolliphor mixture (surfactant) and transcutol (cosurfactant). In addition, mixture experimental design for the formula components was constructed, and omega-3 oil, surfactant mixture, and transcutol were the design independent variables (X1, X2, and X3, respectively; Table 1 ). SNEDDS globule size (nm) was selected as the response parameter, with the aim to minimize the size. The mixture design postulated 23 formulae that were prepared and the globule size of the SNEDDS were determined (Table 1) . Results revealed that the size of the prepared SNEDDS globules ranged from 78 nm (F4) to 458 nm (F2). The analysis of results fitted the cubic model, as the analysis of variance (ANOVA) showed a significant relationship between globule size and SNEDDS components at a 95% confidence level, as the p-value for the cubic model was <0.05. The cubic model adds other third-order terms. Accordingly, the cubic model was selected for this study. The R-squared (R 2 ) statistics indicate that the model as fitted explains 98.6% of the variability in responses, and the adjusted R-squared (Adj R 2 ) statistic is 97.63% ( Table 2 ). Globule size results showed a positive relationship with the concentration of omega-3 oil (X1). As the concentration of the oil increased, globule size increased. This is indicated in F2 (30%) with a size of 458 nm, F15 (20%) with 255 nm, and F4 (10%) with 78 nm (Table 1) . A contour plot for the effects of SNEDDS components on the globule size of the prepared SNEDDS was produced to deduce the mixture region, as illustrated in Figure 1 . The cubic model equation for the effect of the investigated factors (X1-X3) on omega-3 SNEDDS globule size was calculated Equation (2). Table 2 shows the combination of factor levels which minimize the omega-3 SNEDDS globule size over the indicated region. Mixture experimental design deduced the optimum omega-3 SNEDDS formulation that was prepared and evaluated ( Table 2 ). The obtained results indicated that a combination of X1-X3 for the optimized omega-3 SNEDDS formulation showed an actual particle size of 77.2 nm, that was compared with the predicted globule size, deduced by the design, of 74.7 nm with residual of 2.5 ( Table 2 ). The optimized SNEDDS formula was evaluated for the physical stability of the SNEDDS formula. The SNEDDS formula was kept at room temperature (22 ± 2 °C, 60% RH ± 5% RH) for one month, and at (4 ± 2 °C, 20% RH) for three months. Stability studies of the prepared SNEDDS revealed no significant change (p < 0.05) in vesicles' size after one and three months, which indicated the stabilization of the prepared nano-dispersion upon storage.
Validation of the Optimized Omega-3 SNEDDS Formulation
In Vivo Evaluation of Optimized Omega-3 SNEDDS Formulation
Effect of Pure Omega-3 Oil and SNEDDS Formula on Indomethacin-Induced Gastric Lesions
As shown in Figure 2 , pure omega-3 oil and SNEDDS formula resulted in significantly (p < 0.05 and 0.001, respectively) less mucosal lesions compared to indomethacin (5.8 ± 0.7). No significant difference was observed between the effect of pure oil and SNEDDS formula. Table 2 shows the combination of factor levels which minimize the omega-3 SNEDDS globule size over the indicated region. Mixture experimental design deduced the optimum omega-3 SNEDDS formulation that was prepared and evaluated ( Table 2 ). The obtained results indicated that a combination of X1-X3 for the optimized omega-3 SNEDDS formulation showed an actual particle size of 77.2 nm, that was compared with the predicted globule size, deduced by the design, of 74.7 nm with residual of 2.5 ( Table 2 ). The optimized SNEDDS formula was evaluated for the physical stability of the SNEDDS formula. The SNEDDS formula was kept at room temperature (22 ± 2 • C, 60% RH ± 5% RH) for one month, and at (4 ± 2 • C, 20% RH) for three months. Stability studies of the prepared SNEDDS revealed no significant change (p < 0.05) in vesicles' size after one and three months, which indicated the stabilization of the prepared nano-dispersion upon storage.
Validation of the Optimized Omega-3 SNEDDS Formulation
In Vivo Evaluation of Optimized Omega-3 SNEDDS Formulation
Effect of Pure Omega-3 Oil and SNEDDS Formula on Indomethacin-Induced Gastric Lesions
As shown in Figure 2 , pure omega-3 oil and SNEDDS formula resulted in significantly (p < 0.05 and 0.001, respectively) less mucosal lesions compared to indomethacin (5.8 ± 0.7). No significant difference was observed between the effect of pure oil and SNEDDS formula. 
Effect of Pure Omega-3 Oil and SNEDDS Formula on Gastric Mucosal Oxidative Stress Parameters
Lipid peroxidation and mucosal nitrite were used as markers of oxidation, while catalase activity reflected the antioxidant defense of the gastric mucosal tissues. The results, presented in Figure 3 , show pure omega-3 oil and SNEDDS formula administration had protective effects against this indomethacin-induced increase in these parameters. Both treatments resulted in a significantly lower level compared to indomethacin-treated groups. Figure 4 shows the results of the histopathological examination of H&E-stained stomach sections, which show normal structure with no evidence of inflammation or ulceration in control rats (A). Sections from indomethacin-treated groups show features of acute gastritis in the form of foveolar hyperplasia, edema, hyperemia, and focal necrosis of foveolar cells. The lamina propria shows signs of neutrophilic infiltration. No pathological lesions could be detected in muscularis propria. Sections from omega-3 oil-treated rats showed cardiac glands with normal histological appearance of the length and structure of faveola, pits, and crypts, and with no ulceration or inflammatory infiltrate in lamina propria. Parietal cells' hyperactivity was observed with large rounded cells showing abundant intracellular mucin. There were no pathological abnormalities in 
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Lipid peroxidation and mucosal nitrite were used as markers of oxidation, while catalase activity reflected the antioxidant defense of the gastric mucosal tissues. The results, presented in Figure 3 , show pure omega-3 oil and SNEDDS formula administration had protective effects against this indomethacin-induced increase in these parameters. Both treatments resulted in a significantly lower level compared to indomethacin-treated groups. Figure 4 shows the results of the histopathological examination of H&E-stained stomach sections, which show normal structure with no evidence of inflammation or ulceration in control rats (A). Sections from indomethacin-treated groups show features of acute gastritis in the form of foveolar hyperplasia, edema, hyperemia, and focal necrosis of foveolar cells. The lamina propria shows signs of neutrophilic infiltration. No pathological lesions could be detected in muscularis propria. Sections from omega-3 oil-treated rats showed cardiac glands with normal histological appearance of the length and structure of faveola, pits, and crypts, and with no ulceration or inflammatory infiltrate in lamina propria. Parietal cells' hyperactivity was observed with large rounded cells showing abundant intracellular mucin. There were no pathological abnormalities in lamina propria or muscularis propria (C). The stomach of SNEDDS-formula-treated rats (D) showed Sections from omega-3 oil-treated rats showed cardiac glands with normal histological appearance of the length and structure of faveola, pits, and crypts, and with no ulceration or inflammatory infiltrate in lamina propria. Parietal cells' hyperactivity was observed with large rounded cells showing abundant intracellular mucin. There were no pathological abnormalities in lamina propria or muscularis propria (C). The stomach of SNEDDS-formula-treated rats (D) showed gastric mucosa without ulceration or inflammation infiltrate in lamina propria. The omega-3 fatty acids are ALA, eicosapentaenoic acid (EPA), docosapentaenoic acid (DPA), and docosahexaenoic acid (DHA). EPA and DHA are important precursors for lipid-derived modulators that are known to contribute to anti-inflammatory effects. Omega-3 is the major substrate for eicosanoid synthesis. Research has shown that eicosanoids derived from arachidonic acid have both pro-and anti-inflammatory effects [29] [30] [31] .
EPA and DHA are thought to have anti-inflammatory protective effects by acting as antagonists to the metabolism of arachidonic acids and inhibiting the production of inflammatory eicosanoids, adhesion molecules, and cytokines. In addition, omega-3 fatty acids alter membrane fluidity and activation of the transcription factor, alter gene expression, and influence membrane protein activity. In addition, DHA gives rise to another form of mediator, protein D, through several chemical reactions. Resolvin and protein D have been shown in several studies to prevent and resolve inflammation. Many researchers have high hopes that these mediators can explain many of the omega-3 fatty acid family's anti-inflammatory properties. Finally, the main pro-inflammatory cytokines, interleukin (IL)-1, IL-6, and tumor necrosis factor (TNF) have been shown to be inhibited by EPA and DHA. These cytokines, particularly IL-1 and TNF, can cause mass loss of bone, muscle, and tissue during prolonged inflammation [32] [33] [34] [35] [36] . The omega-3 fatty acids are ALA, eicosapentaenoic acid (EPA), docosapentaenoic acid (DPA), and docosahexaenoic acid (DHA). EPA and DHA are important precursors for lipid-derived modulators that are known to contribute to anti-inflammatory effects. Omega-3 is the major substrate for eicosanoid synthesis. Research has shown that eicosanoids derived from arachidonic acid have both pro-and anti-inflammatory effects [29] [30] [31] .
EPA and DHA are thought to have anti-inflammatory protective effects by acting as antagonists to the metabolism of arachidonic acids and inhibiting the production of inflammatory eicosanoids, adhesion molecules, and cytokines. In addition, omega-3 fatty acids alter membrane fluidity and activation of the transcription factor, alter gene expression, and influence membrane protein activity. In addition, DHA gives rise to another form of mediator, protein D, through several chemical reactions. Resolvin and protein D have been shown in several studies to prevent and resolve inflammation.
Many researchers have high hopes that these mediators can explain many of the omega-3 fatty acid family's anti-inflammatory properties. Finally, the main pro-inflammatory cytokines, interleukin (IL)-1, IL-6, and tumor necrosis factor (TNF) have been shown to be inhibited by EPA and DHA. These cytokines, particularly IL-1 and TNF, can cause mass loss of bone, muscle, and tissue during prolonged inflammation [32] [33] [34] [35] [36] .
Conclusions
In this study, we aimed to augment the efficacy of omega-3 protective effects, in the case of NSAIDs-induced ulcers. An optimized omega-3 SNEDDS formula has been developed to reach the smallest globular size. The omega-3 SNEDDS achieved significant improvements in the gastric ulcer index in comparison with pure omega-3 oil. Histopathological findings confirmed the protective effect of the formulated optimized omega-3 SNEDDS in comparison with omega-3 oil. These findings suggest that formulation of omega-3 in the form of a SNEDDS would be more effective in gastric ulcer protection than the administration of omega-3 as crude oil.
